The relative susceptibility of chiamydial strains to sulfonamides (la) andtoD-cycloserine (5) serves as one basis for their division into two major groups now established as species (6) . Tests for drug susceptibility of chlamydiae have usually been performed by culturing in embryonated eggs. Barker (1) has reported a method which was designed primarily for determining the activity of antimicrobial drugs utilizing selected strains of chlamydiae that grow progressively in cell culture and produce classical cytopathic effects. This form of test is not suitable for new isolates unadapted to cell culture. The present report describes experiments that determined the relative susceptibility of representative strains of Chlamydia trachomatis and C. psittaci to sulfadiazine and D-cycloserine in cell culture, and from which was developed a rapid, routine test to assist in identification of species. Growth through only the developmental cycle is required.
The representative strains used were C. psittaci meningopneumonitis strain (MN) and C. trachomatis MRC-1/G, both described previously (2) . Pertinent information is recorded also from tests with three strains of C. trachomatis not previously described: TRIC//USA-NC/NMR-25/G, TRIC//USA-DC/NMR-26/G, and TRIC//-USA-DC/NMR-41 /G. The short designations for these three are NMR-25, NMR-26, and NMR-41. NMR-25 was obtained from the urethra of a male patient with nongonococcal urethritis at Naval Medical Field Research Laboratory, Camp Lejeune, in 1969, and we are indebted to Maurice Shepard for providing us with this and other specimens. NMR-26 was derived from a bubo of a patient with lymphogranuloma venereum (LGV), and NMR-41 was from a perirectal abscess and fistula of a patient with suspected LGV. The latter two were obtained in 1968 and 1969 at the Venereal Disease Control Division, District of Columbia Department of Health, in the course of a study already reported (7) . The inocula for MN and MRC-1 /G consisted of stored, infected yolk sac harvests; those for the other strains were stored cell culture harvests. The methods used for cell culture, described in detail previously (4), consisted of centrifugation of appropriate dilutions of inoculum onto monolayers of McCoy cells which had been irradiated (60Co) approximately 7 days previously. The medium was Eagle's minimal essential medium, with additional vitamins and glutamate, 10% horse serum, vancomycin (100 ltg/ml), streptomycin (50 ug/ ml), and added glucose (final concentration, 0.03 M). After incubation at 35 C, monolayers were fixed at 48 or 72 hr and were stained with iodine solution (for C. trachomatis) or Giemsa stain (for C. psittaci).
Sulfadiazine (sodium sulfadiazine injection, Vitarine) and D-cycloserine (Serolycin, Eli Lilly & Co.) were diluted to desired concentrations in culture medium and regularly added to cultures 1 to 3 hr after inoculation. In a few instances, the drugs were combined with the inoculum. No difference in results was detected with the two methods. Tables 1 and 2 summarize several experiments in which the effects of wide variations in concentrations of drugs were determined. The inclusions of C. trachomatis, differentially stained with iodine, are normally easy to count, and quantitation by enumeration of inclusions per unit area was used here, as usual. Inclusions of C. psittaci, which lack glycogen, were stained by Giemsa. Their enumeration is much more time-consuming because they are less easily recognized at low magnifications. For this reason, and also because in most cases it differed little from that of controls without drugs, their incidence was estimated merely as + to + + +.
C. psittaci strain MN developed essentially normally over a broad range of sulfadiazine concentrations, whereas C. trachomatis MRC-1 /G was severely inhibited at relatively low concentrations ( Table 1 ). The inhibition of C. psittaci by high concentrations of sulfadiazine, which may be unrelated to interference with folic acid synthesis, does not preclude the utility of the characteristic of sulfonamide resistance as a determinant of species. Very small inclusions of C. trachomatis were observed in cell cultures with concentrations of sulfadiazine as low as 1.0 ,ug/ml. They were scarcely large enough to be differentiated from occasional, nonspecific iodine-staining granules; the recorded counts can, therefore, be regarded only as estimates. The inclusions seen in tubes containing 0.2 and 0.05 ,ug/ml were somewhat larger and more easily identified, but still were considerably smaller than normal. From these results, 20 ,ug of sulfadiazine/ml was chosen as a satisfactory concentration for routine testing, and the very small inclusions were ignored in routine tests. In one instance, previously noted (3), an especially heavy inoculum of C. trachomatis resulted in a few inclusions of moderate size in the presence of 20 Mg of sulfadiazine/ml.
The differential susceptibility of the two species to D-cycloserine occurred over a narrower range of drug concentrations ( (Table 3) . 
